Primers sequences and PCR conditions used in figure 7. Primers sequences for qPCR used in figure 5. Quantitative real-time PCR (qPCR) analyses were performed using the SYBR Green technology. Reactions were carried out in a iCycler Thermal Cycler (BIO-RAD Laboratories) for 40 cycles (95°C for 15 sec/60°C for 1 min) after an initial 10-min incubation at 95°C. mRNA levels were normalized to the levels of HPRT mRNA. 293T cells were co-transfected with the HA-MafA vector and with plasmids encoding a control shRNA (Ctrl), or shRNAs complementary to human GSK-3 α or β, as indicated. Two independent shRNAs targeting each GSK-3 isotype were used. Lysates were subjected to Western blot analysis using anti-GSK-3, anti-HA and anti-β-actin antibodies, as indicated. P for 2h. 2D phosphopeptide mapping analyzing was performed using trypsin and chymotrypsin digestion. The black arrows indicate the major phosphorylated peptide lost in the 4A mutant.
Experimental procedure:
Immunoprecipitated MafA proteins were subjected to SDS-PAGE. Gel pieces containing radioactivity were rehydrated overnight in 10% acetic acid/45% methanol and twice in 50% methanol for 1h. Proteins were in-gel digested overnight by trypsin and chymotrypsin (75 μg/ml each; Worthington) in 25mM Ammonuim carbonate pH8.0. The supernatants were dried and resuspended in electrophoresis buffer (10% glacial acetic acid, 1% formic acid, pH 3.5). The peptide mix was spotted on thin layer chromatography cellulose sheets (TLC) (Merck) and subjected to electrophoresis at 350V for 3h, using the buffer described above. An ascending chromatography in high pyridine buffer (37.5% pyridine, 25% butanol, 7.5% acetic acid) was then run in the second dimension for 2h. TLC plates were submitted to autoradiography using Amersham films.
